It has been found that a very low level of amphotericin B allows this drug, as well as the previously described 2' ,6'-dimethyl-N(4')benzyl-N(4')- [desmethyl] rifampicin (DMB), to exhibit a very high capability to inhibit focus fonnation. Since these two drugs are highly lipophilic, their activity may be expected to be dependent upon any lipophilic components in the medium such as serum or detergents. The use of ampho~ tericin B as well as serum in tissue cultures is common and could account for some of the variability in focus inhibition reported in the 1 i terature.
Running title: Rif~mycin derivatives and amphotericin Three recently synthesized derivatives of rifampicin (rifazacyclo-1 16, dirifampin, and rifamazine) have been described (4) . was the most effective inhibitor of the RNA-instructed DNA polymerase (RIDP) yet tested (5, 6) , while the others were less active. However, these drugs were all found to be ineffective against viral transformation of mouse cells, presumably because they were unable to penetrate the cell membrane.
It was shown that amphotericin B, an antibiotic canmonly used against fungal infection in tissue cultures, has the property of increasing the membrane permeability of susceptible fungi (7, 8, 9) . Recently, it was shown that low levels of the polyene antibiotic potentiate the effects of rifampicin on the yeast phase of Histoplasma capsulatum (10) and on Saccharomyces cerevisiae (11) . We have found that the inhibition of viral transforn1ation of mouse cells by rifampicin derivatives is enhanced by low levels of amphotericin B.
Toxic effects of the drugs may alter the cellular growth rate resulting in reduction of focus formation in virus-infected cells (12) .
Efficiency of plating (EOP) of UCl-B cells in the presence of increasing concentration of both drugs was used to measure these effects. Representative data are presented in Table 1 . AT 5 ~g/ml of amphotericin (with
..,J-6 ~g/ml rifazacyclo-16) the EOP was reduced by 92%, while no effect was detectable at the lower dose levels. All subsequent experiments . were done at 1 ~g/ml of amphotericin B.
The effect of increasing levels of rifazacyclo-16 (with 1 ~g/ml amphotericin B) on the EOP of UCl-B cells is also shown in Table 1 . No significant reduction could be demonstrated up to 12 ~g/ml. The.toxicity for cells of the other derivatives used in these experiments was tested previously ( 1 ,2) and 6 ~g/ml of each drug was used in the focus in hi biti on tests.
Four rifampicin derivatives are compared for their effects on focus formation in UCl-B cells with and without amphotericin B {Table 2).
A significant increase in the effects of all of the rifampicin derivatives was found in the presence of amphotericin B. Dirifampin is a much less effective inhibitor of leukemia virus induced focus formation than rifamazine, and the latter is less inhibitory than either rifazacyclo-16 or DMB.
Rifazacyclo-16 alone had very little effect on ~P.ukemia virus induced focus formation. In the presence of 1 ~g/ml amphotericin B and increasing concentrations of rifazacyclo-16, focus formation was reduced by 90 to 100% at both 6 and 12 ~g/ml. The effect of DMB is also potentiated by the presence of amphotericin B, reducing the number of foci to 14% of the controls at 6 ~g/ml, which concentration without amphotericin B only reduced the number of foci to 54% {Table 3).
Variation in the effects of these drugs (as much as 30 to 40%) has ., been encountered in these experiments. These fluctuations are partially due to the {sampling) errors inherent in the procedures of the assay, and Cells were suspended with trypsin-versene, counted, and distributed into 50 mm petri dishes at levels of 10,000, 1,000 and 100 cells/dish. The cells were allowed to become attached to the substrate (2 hr at 36°C) and the medium was then changed to contain the appropriate drug level. All cell cultures were grown without antibiotics, except, as indicated, where amphotericin B was added. Growth medium consisted of Dulbeco's MEM with 10% fetal calf serum.
Rifazacyclo-16 and all other rifampicins were dissolved just before use in dimethylsulfoxide as a ten-fold concentrate and diluted therefrom in growth medium.
-6- Table 2 Effect Focus inhibition assay Nas done as described in Table 2 .
